Applicant : Satoshi Yamamoto et al. Attorney's Docket No.: 12817-004001 /PH-581US-CIP 

Serial No. : 09/823,829 

Filed : March 30, 2001 

Page : 3 

In the claims : 

Please amend claims as follows: 

~ 1 . (Currently Amended) A method for identifying a microorganism, comprising-fee 
following steps (1) to (5) : 

(1) synthesizing forward and reverse primers based on a single pair of amino acid 
sequences selected from the group consisting of the s e quenc e pairs SEO ID NOS: (69) and (74), 
SEOIDNQS:ffi 94 and (78), SEP IDS NOS: < ^72) and (71), SEP ID NOS: < ^72) and (74), aad 
SEOIDNOS:< ^724 and (78); 

(2) amplifying gyrB gene DNA from the microorganism using said two primers to 
produce a gyrB gene DNA fragment; 

(3) isolating said DNA fragment; 

(4) determining the nucleotide sequence of said DNA fragment; and 

(5) identifying tho microorganism by c omparing the sequence of the amplified gyrB gene 
DNA fragment to known gyrB gene DNA fragment sequences. 

2. (Currently Amended) The method for identifying a microorganism according to claim 
1, wherein the amino acid sequence pairs that are used are sequ e nc e pairs SEO ID NOS: ( 69) 
and (74), SEO ID NOS: f 69) and (78), SEO ID NOS: ^ 24 and (74), or SEO ID NOS: f 72) and 
(78); and said microorganism belongs to proteobacteria. 

3. (Currently Amended) A method for identifying a microorganism, comprising the 
following stops (1) to (8) : 

(1) synthesizing forward and reverse primers based on a single pair of amino acid 
Goquoncos SEO ID NOS: (69) and (71); 

(2) amplifying gyrB gene DNA from the microorganism using said two primers to 
produce a gyrB gene DNA fragment; 

(3) synthesizing forward and reverse primers based on a single pair of amino acid 
Gcqu e nces SEO ID NOS: (69) and (73); 

(4) synthesizing forward and reverse primers based on a single pair of amino acid 
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aoquonc e G SEO ID NOS: (70) and (71); 

(5) amplifying the gyrB gene DNA fragment produced in step (2) using said two pairs of 
primers, so that two gyrB gene DNA fragments are produced; 

(6) isolating said two DNA fragments; 

(7) determining the nucleotide sequences of said two DNA fragments; and 

(8) identifying the microorganism by comparing the sequences of said two gyrB gene 
DNA fragments to known gyrB gene DNA fragment sequences. 

4. (Currently Amended) A method for identifying a microorganism, comprising ^ 
following stops (1) to (8) : 

(1) synthesizing forward and reverse primers based on a single pair of amino acid 
seqaeftee sSEOIDNOS: (69) and (74); 

(2) ampUfying gyrB gene DNA from the microorganism using said two primers to 
produce a gyrB gene DNA fragment; 

(3) synthesizing forward and reverse primers based on a single pair of amino acid 
seqaenee sSEO ID NOS: (69) and (73); 

(4) synthesizing forward and reverse primers based on a single pair of amino acid 
seqaenee sSEOIDNOS: (70) and (74); 

(5) amplifying the gyrB gene DNA fragment produced in step (2) using said two pairs of 
primers, so that two gyrB gene DNA fragments are produced; 

(6) isolating said two DNA fragments; 

(7) determining the nucleotide sequences of said two DNA fragments; and 

(8) identifying the microorganism by comparing the sequences of said two gyrB gene 
DNA fragments to known gyrB gene DNA fragment sequences. 

5 . (Currently Amended) A method for identifying a microorganism, comprising the 
following Gtopo (1) to (8) : 

(1) synthesizing forward and reverse primers based on a single pair of amino acid 
seqttenee sSEO ID NOS: (72) and (74); 

(2) amplifying gyrB gene DNA from the microorganism using said two primers to 
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produce a gyrB gene DNA fragment; 

(3) synthesizing forward and reverse primers based on a single pair of amino acid 
soquoncoG SEP ID NOS: and (73); 

(4) synthesizing forward and reverse primers based on a single pair of amino acid 
seqttefteesSEQJDNOS: (70) and (74); 

(5) amplifying the gyrB gene DNA fragment produced in step (2) using said two pairs of 
primers, so that two gyrB gene DNA fragments are produced; 

(6) isolating said two DNA fragments; 

(7) determining the nucleotide sequences of said two DNA fragments; and 

(8) identifying tho mioroorganiGm by comparing the sequences of said two gyrB gene 
DNA fragments to known gyrB gene DNA fragment sequences. 

6. (Currently Amended) A method for identifying a microorganism, comprising the 
following fltopo (1) to (6) : 

(1) synthesizing forward and reverse primers based on a single pair of amino acid 
seqaettee sSEOIDNOS: (72) and (73); 

(2) synthesizing forward and reverse primers based on a single pair of amino acid 
sequences selected from the group consisting of SEP ID NOS: ( 764 and (71), SEP ID NPS: ( 76) 
and (74), or SEP ID NOS: (76) and (75); 

(3) amplifying gyrB gene DNA from the microorganism using said two pairs of primers 
to produce two gyrB gene DNA fragments; 

(4) isolating said two DNA fragments; 

(5) determining the nucleotide sequences of said two DNA fragments; and 

(6) identifying tho microorganiom by comparing the sequences of said two gyrB gene 
DNA fragments to known gyrB gene DNA fragment sequences. 

7. (Currently Amended) A method for identifying a microorganism, comprising the 
following QtopQ (1) to (6) : 

(1) synthesizing forward and reverse primers based on a single pair of amino acid 
seqHeaee sSEP ID NPS: (69) and (77); 
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(2) synthesizing forward and reverse primers based on a single pair of amino acid 
sequences selected from the group consisting of SEQJDNOSl(79) and (71), SEQ ID NOS: (79) 
and (74), or SEP ID NOS: ( 79) and (75); 

(3) amplifying gyrB gene DNA from the microorganism using said two pairs of primers 
to produce two gyrB gene DNA fragments; 

(4) isolating said two DNA fragments; 

(5) determining the nucleotide sequences of said two DNA fragments; and 

(6) idontif>ing tho microorganism by comparing the sequences of said two gyrB gene 
DNA fragments to known gyrB gene DNA fragment sequences. 

8. (Currently Amended) A method for identifying a microorganism, comprising the 

following steps (1) to (6): 

(1) synthesizing forward and reverse primers based on a single pair of amino acid 
seqtteneesSEQTONQS: (69) and (77); 

(2) synthesizing forward and reverse primers based on a single pair of amino acid 
sequences selected from the group consisting of SEP ID NOS: ( 80) and (71), SEQ ID NOS (80) 
and (74), or SEP ID NOS: ( 80) and (75); 

(3) amplifying gyrB gene DNA from the microorganism using said two pairs of primers 
to produce two gyrB gene DNA fragments; 

(4) isolating said two DNA fragments; 

(5) determining the nucleotide sequences of said two DNA fragments; and 

(6) identifying tho microorganiom by comparing the sequences of said two gyrB gene 
DNA fragments to known gyrB gene DNA fragment sequences. 

9. (Currently Amended) A method for detecting a microorganism, comprising the 
following stops (1) to (5) : 

(1) synthesizing forward and reverse primers based on a single pair of amino acid 
sequences selected from the group consisting of tho soquonco pairsSEQ ID NPS: (69) and (74), 
SEPIDNPS:( 69) and (78), SEP ID NPS: ( 72^ and (71), SEP ID NPS: ( 72) and (74),-aftd SEQ 
ID NPS ( 72) and (78); 
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(2) amplifying gyrB gene DNA from the microorganism using said two primers to 
produce a gyrB gene DNA fragment; 

(3) isolating said DNA fragment; 

(4) determining the nucleotide sequence of said DNA fragment; and 

(5) det e cting tho microorganism by comparing the nucleotide sequence of said amplified 
gyrB gene DNA fragment to known gyrB gene DNA fragment sequences. 

10. (Currently Amended) The method for detecting a microorganism according to claim 
9, wherein the amino acid sequence pairs that are used are soquonce pairs SEO ID NOS: (69) and 
(74), SEP ID NOS: ^ 94 and (78), SEP ID NOS: < ^724 and (74), or SEO ID NOS: and (78); 
and said microorganism belongs to proteobacteria. 

1 1 . (Currently Amended) A method for detecting a microorganism, comprising the 
following GtopG (1) to (8) : 

(1) synthesizing forward and reverse primers based on a single pair of amino acid 
seqaei ^SEOIDNOS: (69) and (71); 

(2) ampUfying gyrB gene DNA from the microorganism using said two primers to 
produce a gyrB gene DNA fragment; 

(3) synthesizing forward and reverse primers based on a single pair of amino acid 
seqaefiee sSEOIDNPS: (69) and (73); 

(4) synthesizing forward and reverse primers based on a single pair of amino acid 
seqaenee sSEP ID NPS: (70) and (71); 

(5) amplifying the gyrB gene DNA fragment produced in step (2) using said two primers 
to produce two gyrB gene DNA fragments; 

(6) isolating said two DNA fragments; 

(7) determining the nucleotide sequences of said two DNA fragments; and 

(8) dot o cting tho microorganism by comparing the sequences of said two gyrB gene DNA 
fragments to known gyrB gene DNA fragment sequences. 



12. (Currently Amended) A method for detecting a microorganism, comprising the 
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following Gtops (1) to (8) : 

(1) synthesizing forward and reverse primers based on a single pair of amino acid 
soquenc e G SEO ID NOS: (69) and (74); 

(2) amplifying gyrB gene DNA from the microorganism using said two primers to 
produce a gyrB gene DNA fragment; 

(3) synthesizing forward and reverse primers based on a single pair of amino acid 
soqu e nces SEOIDNOS: (69) and (73); 

(4) synthesizing forward and reverse primers based on a single pair of amino acid 
Gequ e nc e s SEOIDNOS: (70) and (74); 

(5) amplifying the gyrB gene DNA fragment produced in step (2) using said two pairs of 
primers, so that two gyrB gene DNA fragments are produced; 

(6) isolating said two DNA fragments; 

(7) determining the nucleotide sequences of said two DNA fragments; and 

(8) detecting the mioroorganiom by comparing the sequences of said two gyrB gene DNA 
fragments to known gyrB gene DNA fragment sequences. 

13. (Currently Amended) A method for detecting a microorganism, comprising the 
following Gtops (1) to (8) : 

(1) synthesizing forward and reverse primers based on a single pair of amino acid 
Goquonc e s SEOIDNOS: (72) and (74); 

(2) ampUfying gyrB gene DNA from the microorganism using said two primers to 
produce a gyrB gene DNA fragment; 

(3) synthesizing forward and reverse primers based on a single pair of amino acid 
GoquonooG SEOIDNOS: (72) and (73); 

(4) synthesizing forward and reverse primers based on a single pair of amino acid 
Goquonces SEOIDNOS: (70) and (74); 

(5) amplifying the gyrB gene DNA fragment produced in step (2) using said two pairs of 
primers, so that two gyrB gene DNA fragments are produced; 

(6) isolating said two DNA fragments; 

(7) determining the nucleotide sequences of said two DNA fragments; and 
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(8) d e t e cting th e microorganism by comparing the sequences of said two gyrB gene DNA 
fragments to known gyrB gene DNA fragment sequences. 

14. (Currently Amended) A method for detecting a microorganism, comprising the 
following stops (1) to (6) : 

(1) synthesizing forward and reverse primers based on a single pair of amino acid 
Goquoncos SEOIDNOS: (72) and (73); 

(2) synthesizing forward and reverse primers based on a single pair of amino acid 
sequences selected from the group consisting of SEP ID NOS: f 764 and (71), SEP ID NOS: < ^764 
and (74), or SEP IDNPS: ( ^76) and (75); 

(3) amplifying gyrB gene DNA from the microorganism using said two pairs of primers 
to produce two gyrB gene DNA fragments; 

(4) isolating said two DNA fragments; 

(5) determining the nucleotide sequences of said two DNA fragments; and 

(6) det e cting tho microorganism by comparing the sequences of said two gyrB gene DNA 
fragments to known gyrB gene DNA fragment sequences. 

1 5 . (Currently Amended) A method for detecting a microorganism, comprising the 
following stops (1) to (6) : 

(1) synthesizing forward and reverse primers based on a single pair of amino acid 
Goquonces SEP ID NPS: ^ 69) and (77); 

(2) synthesizing forward and reverse primers based on a single pair of amino acid 
sequences selected from the group consisting of SEP ID NPS: < ^79) and (71), SEP ID NPS: ^ 9) 
and (74), or SEP ID NPS: ( 79) and (75); 

(3) amplifying gyrB gene DNA from the microorganism using said two pairs of primers 
to produce two gyrB gene DNA fragments; 

(4) isolating said two DNA fragments; 

(5) determining the nucleotide sequences of said two DNA fragments; and 

(6) detecting the microorganism by comparing the sequences of said two gyrB gene DNA 
fragments to known gyrB gene DNA fragment sequences. 
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16. (Currently Amended) A method for detecting a microorganism, comprising fee 
following st e ps (1) to (6) : 

(1) synthesizing forward and reverse primers based on a single pair of amino acid 
G e quenc e o SEO ID NOS: (69) and (77); 

(2) synthesizing forward and reverse primers based on a single pair of amino acid 
sequences selected from the group consisting of SEP ID NOS: ( ^804 and (71), SEP ID NOS: ^ 804 
and (74), or SEP ID NPS: ( 804 and (75); 

(3) amphfying gyrB gene DNA from the microorganism using said two pairs of primers 
to produce two gyrB gene DNA fragments; 

(4) isolating said two DNA fragments; 

(5) determining the nucleotide sequences of said two DNA fragments; and 

(6) detecting the microorganism by comparing the sequences of said two gyrB gene 
DNA fragments to known gyrB gene DNA fragment sequences. — 



